In Wistar-Kyoto (WKY)2 rats, a very small dose of nephrotoxic sera (NTS) induces severe proliferative and necrotizing glomerulonephritis with crescentic formation (1, 2 (6) (7) (8) . Moreover, increased expression of MCAF/MCP-i transcript or protein has been observed on renal tissues from human lupus nephritis and experimental glomerulonephritismodels (9) (10) (11) (12) 
Antibodies and reagents
Goat and rabbit polyclonal antibodies were prepared by repeated immunization of animals with purified, recombinant rat MCAF/MCP-1. IgG fraction was purified from immunized or normal animal sara by using a protein A agarose column (Pharmacia-Biotech). On Western blotting analysis, the goat antibodies detected a single band in the same fraction as recombinant rat MCAF/MCP-1 when concanavalin A-stimulated spleen culture supernatant was fractionated by using a heparin-high perfonnance liquid chromatography (data not shown). The goat antibodies did not show any cross-reactivities against recombinant rat RANTES (Pepro-Tech, Rocky Hill, NJ.) on Western blotting analysis (data not shown). Rat GBM was prepared by the method of Krakower and Greenspon (15). Three Japanese white rabbits were inununized subcutaneously with sonicated GBM emulsified in complete Freund's adjuvant (latron, Tokyo, Japan). Boosters were given several times using GBM with incomplete Freund's adjuvant (latron). Blood was drawn 7 days after the last booster and sera were prepared by centrifugation after coagulation.
Before use, the NTS were heat-decomplemented and absorbed twice with an equal volume of packed rat red blood cells and rabbit liver powder overnight at 4#{176}C. An indirect immunofluorescence analysis using the NTS gave rise to a sharp linear fluorescence only along the GBM and the tubular basement membranes in frozen sections of normal Wistar rats, indicating the specificity of the serum.
Monocyte chemotaxis assay
Monocyte chemotaxis assay using rat peripheral blood mononuclear amined by electron microscopy (Hitachi H-600, Tokyo, Japan).
Immunohistochemical detection of MCAF/MCP-1
The presence of MCAF/MCP-1 protein was examined immunohistochemically on frozen tissue specimens by using an indirect avidin-biotinylated alkaline phosphatase complex method (12) with rabbit anti-rat
MCAF/MCP-1 antibodies.
In some experiments, the antibodies were preabsorbed with an excess amount of recombinant rat MCAF/MCP-1 
Statistical analysis
The mean and standard error were calculated on all parameters determined in this study. Statistical analyses were performed using paired and unpaired Student's t test and ANOVA test. P< 0.05 was accepted as statistically significant. (lane 2, 1 ng/ml; lanes 3, and 5 to 8, 10 ng/ml; lane 4, 100 ng/ml) pre-incubated with goat anti-rat MCAF/MCP-1 antibodies (laneS, 1 .tg/ml; lane 6, 10 ig/ml; lane 7, 100 j.tg/ml) or a control IgG (lane 8, 100 .tg/ml). After incubation, the number of migrated cells were determined as described in Materials and Methods.
RESULTS

Neutralizing
rat MCAF/MCP-i antibodies, but not normal goat IgG, inhibited rat-MCAF/MCP-1-induced monocyte chemotaxis by nearly 50% at a MCAF/MCP-1 to antibody molar ratio of about 1: 100 ( Fig. 1) We are grateful to Dr. Naohisa Tomosugi (Kanazawa Medical College, Japan) for his kind advice.
